[Abstract] Glucosinolates (GLS) are secondary metabolites mainly found in plants belonging to the Brassicaceae family, including also horseradish (Armoracia rusticana G. Gaertn., B. Mey.
http://www.bio-protocol.org/e1562 Vol 5, Iss 16, Aug 20, 2015 1. Clean plant material with distilled water and dry with paper towels. Separate roots from epigeous portion, weight and immediately freeze at -80 °C to inhibit myrosinase activity.
2. Lyophilize the frozen tissues and grind to a fine powder using a laboratory mill. Chill roots in liquid nitrogen before the lyophilization to allow the crushing.
3. Weigh 200 mg of frozen dry material in 50 ml polypropylene tubes and place in a water bath heated with an electric hotplate at 70-80 °C for 10 min. During this process, carry out the following steps: After 1 min add 2 ml of 70% methanol solvent and after 5 min mix with vortex for 20 sec.
4. At the end of 10 min remove the polypropylene tube from the water bath and mix again with vortex for 20 sec.
5. Centrifuge at 4 °C for 10 min at 2,400 x g.
6.
Collect the supernatant in a disposable 15 ml polypropylene tube by using glass Pasteur pipettes.
7. Extract again the remaining pellet with 2 ml of 10% methanol in water bath heated with an electric hotplate at 70-80 °C for 10 min; after 5 min mix with vortex for 20 sec and the follow the same procedure from step A4-6. 8. Combine the supernatants and vortex the extract for 20 sec.
9. Filter through 0.22 µm nylon filter and transfer into 2 ml sample vials. In these conditions GLS elute with a retention time and molecular exact mass to charge ratio as reported in the following table (Agneta et al., 2012; Agneta et al., 2014 2. It is possible to use the extracts to quantify desulfo GLS by preparing a calibration curve for each GLS by using a series of dilution and calculating the area under the peak of each compound.
It is also possible to quantify desulfo GLS by using the response factors reported in the 
